We identified relaxin in human male prostate by use of an anti-human relaxin analogue polydonal antibody and the avidin-biotin-immunoperoxidase method. The antibody was obtained by immunizing a rabbit with a synthetic human relaxin analogue which has 95% sequence homology with native human relaxin. Human prostate tissues incubated with the anti-human relaxin analogue exhibited positive immu
Introduction
Relaxin is a peptide hormone postulated to play a role in the reproductive system in a variety ofways (1â€"3). Relaxin was first iden tified by Hisaw (4), who demonstrated that an aqueous extract of ovaries from pregnant sows induced intrapubic ligament forma tion in estrogen-primed guinea pigs. It has since been identified in the serum of pregnant women and in lesser quantities in the serum of non-pregnant women (5, 6) . It is secreted by the ovaries in non-pregnant women, and by the corpus luteum in pregnant women (5â€"7). The endometrium produces relaxin in the guinea pig, and the placenta is the main source of relaxin in the pregnant mare (8, 9) . The exact role of relaxin in the pregnant and the non pregnant state remains to be completely elucidated.
Recently, interest in the role ofrelaxin in the male reproductive system has increased. Steinetz et al. (10) described the bioactive equivalent in rooster testis extract. Others have identified relaxin in boar testis, rooster testis, and the prostate ofthe armadillo (11, 12) . In humans, relaxin has been measured in seminal plasma (13, 14) . Measurable levels of relaxin found in the seminal plasma of men who have had vasectomies or have absence of the vas deferens sug gest that relaxin in the male may be produced by the prostate. Ykiâ€"Jarvinenand co-workers (15) were able to localize relaxin in the prostate gland by use of porcine relaxin and immunoperoxi dase staining. In the present study, we identified relaxin in the human pros tate via the avidinâ€"biotinâ€"immunoperoxidase method using an anti human relaxin analogue (SKA) polyclonal antibody.
Materialsand Methods
Tissue Processing. Tissue specimens from the prostate gland were ob tamed at surgery for benign hyperplasia of the prostate. The tissues were fixed with 10% buffered formalin or with Carnoy'sfixativeand embedded in paraffin. Hematoxyolin-stained sections were used to identify normal tissues and benign hyperplasia of the prostate. Sections containing normal tissues were selected for immunohistochemistry. Rat ovariesfrom 20-day pregnant rats werefixed and processedin the same wayas the human tissue.
Reagents. The native form and two des-methionine analogues of hu man gene-2 relaxin (hRlx-2)wereprepared by in vitro combination of syn thetic A and B chains produced by solid-phase peptide synthesis (16). The hRlx-2 (SKA) analogue contains a B chain with a deletion of the amino terminal aspartic acid. The two methionines at positions 4 and 25 on the B chain are replaced by a lysine and alanine, respectively.hRlx-2 (DKA) analogue contains the full-length B chain with the same methionine sub stitutions as described for SKA. All in vitro chain-combined relaxins have equivalent biological activity (16, 17) .
Protein content was determined by quantitative amino acid analysis and relaxin was stored lyophilized at â€" 20'C.
Rabbit anti-human relaxin wasobtained by immunizing a rabbit with synthetic human retaxin analogue (SKA) as described elsewhere (17 were pre-treated with 0.3% hydrogen peroxide and methanol for 30 mm
